immunofluorescence were prepared and mounted as previously described (Powers and Barlowe, 1998) .
YET3/pRS426 (CBY3233) and wild-type with SCS2/pRS426 (CBY3236), all harboring the INO1-CYClacZ reporter plasmid (pMR1036), were grown to log phase in the presence of inositol and processed as described in Figure 2 and Materials and Methods. Construction of YET1/pRS423 and YET3/pRS426 are described elsewhere (Wilson and Barlowe, 2010) . Error bars represent standard deviation. Figure 5A . For conditions 2 and 3, membranes were mixed and incubated on ice for 5 min prior to solubilization. Condition 1 is a control IP with CBY2903 (Scs2p-HA Opi1p-MYC). Condition 2 is Scs2p-HA opi1Δ (CBY2947) mixed with scs2Δ Opi1p-MYC (CBY2948).
Supplemental
Condition 3 is Scs2p-HA Opi1p-MYC yet3Δ (CBY2904) mixed with scs2Δ Opi1p-MYC (CBY2948).
Scs2p-HA levels in each condition are equivalent. To achieve this, one half of the membrane material was used for control (condition 1). Note that levels of other proteins in the mixed membrane conditions are 2-fold higher than in condition 1 if they were present in both membrane components. Figure 4 . In the absence of Scs2p, Scs22p does not contribute significantly to the association between Yet1p-Yet3p and Opi1p-MYC. MYC immunoprecipitations were performed as described in Figure 5A using wild-type (CBY2903), scs2Δ (CBY2948) and scs2Δ scs22Δ (CBY3226) strains. Figure 5 . An scs2Δ mutant displays synthetic growth defects with sec63-1 and sec71Δ in the absence of inositol. Growth assays were performed essentially as in Figure 1 with (A) wild-type (BY4742), sec63-1 (CBY2708), scs2Δ (CBY2819) and scs2Δ sec63-1 (CBY3015) and (B) wild type (BY4742), ire1Δ (CBY2431), ire1Δ sec71Δ (CBY3058), sec71Δ (CBY2253), scs2Δ (CBY2819) and scs2Δ sec71Δ (CBY3020) plated in the presence or absence of inositol and grown for four days at 30°C.

